Cell lysates were applied to three individual gels. One gel was used to blot p-P70S6 and p-S6 simultaneously. However the image selected for p-P70S6 resulted from a longer exposure of the same blot. p-PAK2 and TSC2 were blotted on the other two gels. The p-PAK blot was reprobed for actin to confirm equal protein concentration in the lysates. The other blots were also reprobed for actin, with identical results (not shown). All the blots were performed under the same conditions and the data was analysed in the same way for all the antibodies used. Croplines are indicated in the full length blots. Cell lysates were applied to three individual gels. One gel was used to blot p-P70S6 and p-S6 simultaneously. p-PAK2 and TSC2 were blotted on the other two gels. The p-PAK blot was reprobed for actin to confirm equal protein concentration in the lysates. The other blots were also reprobed for actin, with identical results (not shown). All the blots were performed under the same conditions and the data was analysed in the same way for all the antibodies used. Croplines are indicated in the full length blots. Cell lysates were applied to three individual gels. One gel was used to blot p-P70S6 and p-S6 simultaneously. p-PAK2 and TSC2 were blotted on the other two gels. The p-PAK blot was reprobed for actin to confirm equal protein concentration in the lysates. The other blots were also reprobed for actin, with identical results (not shown). All the blots were performed under the same conditions and the data was analysed in the same way for all the antibodies used. Croplines are indicated in the full length blots. Cell lysates were applied to three individual gels. One gel was used to blot p-P70S6 and p-S6 simultaneously. p-PAK2 and Rheb were blotted on the other two gels. The p-PAK blot was reprobed for actin to confirm equal protein concentration in the lysates. The other blots were also reprobed for actin, with identical results (not shown). All the blots were performed under the same conditions and the data was analysed in the same way for all the antibodies used. Croplines are indicated in the full length blots. Cell lysates were applied to one gel. The blot was cutt below the 50kDa band of the marker and the upper part was blotted with p-PAK2, and reprobed for actin, and the lower part was blotted with Myc and reprobed for Rheb. All the blots were performed under the same conditions and the data was analysed in the same way for all the antibodies used. Lane 3 is not used for Figure Pull down and input samples were run on separate gels, which were subsequently blotted for Rac. The same incubation times and conditions were used for both blots. Lanes 1,2, 5 and 6 were used in the manuscript. b-Actin C 3 Actin p-S6 p-PAK2 1 2 3 4 5 6 7 8 9 10 11 12 13 14 1 2 3 4 5 6 7 8 9 10 11 12 13 14 1) TSC2+/+ ; 2) TSC2-/-; 3) TSC2+/+ + Rapamycin; 4) TSC2-\-+ Rapamycin; 5) TSC2+/+ + NSC23766; 6) TSC2-/-+ NSC23766; 7) TSC2+/+ + Imuran; 8) TSC2-/-+ Imuran; 9) TSC2+/+ + Rapamycin + NSC23766; 10) TSC2-/-+ rapamycin + NSC23766; 11) TSC2+/+ + rapamycin + Imuran; 12) TSC2-/-+ rapamycin + Imuran; 13) TSC2+/+ + NSC23766 + Imuran; 14) TSC2-/-+ NSC23766 + Imuran Supplementary Figure S4C : Full lenth blots belonging to Figures 3C. Left: figure as presented in paper. p-PAK2, actin and p-S6 were blotted on the same gel. The gel was cut below the 50kDa band of the marker and the upper part was blotted with p-PAK2, and the lower part was blotted with actin and p-S6. As p-S6 and actin antibodies were from different sources, we blotted them together and developed using two differently labelled secondary antibodies. 
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